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m m m 

ir^ DNA t RNAt^i^f£Z 2:^m^-^J X^isr^ K^^ 'M^. mM,. feSVN}±iia 

tt^W^O mRNA ®^>^?^{eaSL. mRNA ©^M ^ ^.t Satfe^^BSS.^ 

la^i-S (»Ti©Sti:S:^ TRNAi '3f)*j t (^T-ti 

^ TRNAi J h ^(R-r -5^t^SS)5)^Sfe§„-(o^>^{i-tL*-e*tt) ( Waterhouse, 
P. M., et al., Proc. Natl. Acad. Sci. USA., 95, 13959-13964 (1998)). h y y 
— -7 (Ngo, H. et al., Proc. Natl. Acad. Sci. USA., 95, 14687-14692(1998)) . fc 
(Lohmann, J. U., et al.. Dev. Biol. ,214, 211-214(1999)). -fy-T^iT 

(Sancliez Alvarado, et al., Proc. Natl. Acad. Sci. USA., 96, 5049-5054 (1999)), 
(Fire, A., et al.. Nature, 391, 806-811 (1998)). a a t> ^ 

(KannerdeU, J. R., et al.. Cell, 95, 1017 1026 (1998) ; Misquitta, L., et al., 
Proc.Natl. Acad. Sci. USA., 96, 1451-1456(1999)) 5 h 

2-<-p^^mhtc^H^n 19^-^ V:^^ Y-t)>hf£^ RNA ^ffiV^i^f^. 

^titi]^fe'©t$^fflJ3Sfc*3V^T. RNAi ^ ^ t^ S r i fl^ ^ ti T V^ § 

(ElbasMr, S., et al., Nature, 411, 494-498(2001)), =^ai1-2>3ae^atgcDl^^ 

^m%m.^m.\c'm.\^f:.uumm(r>y^^ ^) ^^^m^^^-'X. rnai 

1 



wo 03/044188 



PCT/JP02/12183 



IBIS. I&lgs. fe5VMi|i{2^{^3ffAf S ^ J: 19 . f^jK'J ^ i^jf^^ K/&5^i--5 

mmmsi^xh^ cho-ki ^c*Jv^-c, /vi^y :iz9—^^^^<D-n(Dm.mmm^^ 

f 5 DNA k RNA co/n^ ^ U ?/ K-efe5 2*i|5j^° y 5? U-:^^ K> is ^Xf DNA 
t RNA 9-efe5 2 y ^ K^^Abfc t ^ 5s ^*BISl^(;i 

sp*>s ^m^\^xtnt. TIB (1) ~ (2 4) Kmm<ommi!)m^^ti?)o 

DNA RNA/5>e>/.C5 2 3^i«Jj<y J?^' K?r. MS^. Um. &5V^}4fB#:(C 

ftt-rs±i3 (1) icmm.<7>:^mo 

(3) 2*^7Ky5?i5' U^f^'KJi^ DNA^i RNA ^ <D >^ y VXh?>^b 

^#mfc1-5±SB (1) *fctt (2) tc|B«©;b^feo 

(4) DNA^a; RNA^CD^N-^:/y y K^S, -fe DNA 1?. TV9"-feV;^ 
RNA-efc^^: t ^#^^^-r5±fB (3) {CfB«®;^jfe. 

( 5 ) 2 3|s:iM:^° y ^ ^ w:^^ DNA t RNA © ^ 7« 7 T & 5 CI i ^mWh-f 

^_h|B (1) *^c« (2) fclE^c^ 

(6) 2*^^y v:;r9"F/&s, ^ y ^ 5 "fe . {J^>te< i: Ji^S 

ffliJ®— f|5;5S RNA -e^5^:i^#at1-5±BB (1) ~ (5) © V^•f tu^^^cfB^ 
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( 7 )_hgf£«©-fMS. 9-1 3 5? i^:^^ 5 r t ^mWhir^±.m 6 ) 

(8) 2ifm.it°^)y^iru^^V-i!,t^ 1 9'-^2 5?^-^ UvSr'f- V-d^h^i:^ . 

^ Xy-tf- K© 5 -fes 'Pfi^< t%}imi / 2 1)^ RNA -CfcS r J; ^s^mh1r^±M 

(1) ~ (6) cDV^-f ^;5='(::tB«;co::fy?i, 

(9) tl6<]jte^=-;5S, limx-fc-S ^ t i:i-'5±ia (1) ~ (8) ©VN-ftb 

(10) ±|E (1) ~ (9) ©V^-fti./6^fc|3«©;^fefC J; 5:^6!)aie^^©^?tPl 

(11) ±|B (1) ~ (9) ©VN-f'tt;?)^ClBii<D;^?i^^ V^fc^^6^3i^^(D^il 

(12) jiiB (11) Km^cD^m^ laii. fe^v^{if®^^, 
(1 3) jiiB (1 2) }c:iBft<z)iffljja, mu. ^^\^\t.mw\^^^m's.^'^M\^. 

(14) ±15 (13) i<^mM(Difm{:ix^mibthtcmm^^m!^^^i:ir^i^&om. 

(15) ±m (13) {-fa*fe©;^?i}cj: ^)iS&$t^7ti^^^lK^J'^[i1-S::i^# 

(16) ±|B (1) ~ (9) <^v^T;r^^^^^:IBtt©;^^fe^c*3V^T. iHaaS. & 

(17) ±te (1) ~ (9) (D\^-rtit^{zmm<Dijm^i3\,^x. mi^. mm. h 
^-^^-^ ikxy-m DNA cDif>/^< t h—^^<DmmMmhm^m^w\~<Dmju^^ 
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(9 . DNA ^-^1^22^1^ RNA ^iPl^ici^A LT. ^-f <>--i5'-i5' ^ 

/5Si:b^JLT^>fbbTV^< 'fe(D-t?fe5±f5 (16) *fcf± (17) (ClB^iD^feo 

( 1 9) ^T^V ^— ^-cJ' >'^-^^'Kd^ /V^^-^^ 7— -if-t?fc5-hlB ( 1 6 ) ~ 

(18) (Dh'^-ftif)^\^mWi.(oif'ii^. 

(20) (i) ^mm^^(0{pf£ < t i>-t^(Dm.mmm tmn^i^m~<Dmm^^ 

i-Z 2:^myi'-V ?^ir K-t? o T DNA i RNA C9 9 j'jt 5 'fc © ^f^lSl 

Ls (ii) ^2 2^m^ y p^i^ KtrlMlia. I&ife. 5 VN(4<g#:t^^A (iii) 

w^mu. mm. fe5v^ttii^2^4'<^^6t]5te^<^^iipi#s^a!i5feu. (iv) w^m^^ 

^^^O^mpi^fc RNA ^ J; t $tt5iB^iJSri|#^-f S i 

-r^ RNAi fe{c*^^t S RNA ©atgfMi®!^^;^?*, 

(2 1) 2 3^11*° y ^ ^ l-^^ K^^ ^© 2:^|^©iffe>fed^ — RNA l^-efc 
^ r t -t-S-hlB (2 0) {c:lB«(D;^feo 

(2 2) JilB (1) ~ (11). (13). (15) ~ (21) (DV^-f ti/6^fc|5«(0 

(2 3) /J^i^^< tt>±13 (2 2) (C|B«c^ 2*^7Ky ^iJ' F^-^tPSe^5t 

( 2 4) il>^^ < t>±ia( 2 2) t^l3«(Z) 2 2^MxK y 3? ^ K^-^tf±tH ( 1 ) 

~ (11). (13). (15) ~ (21) (D\^'ff\.ii-^\-cnWL(r)-)5m^fi 0 ft.t>(o^ 

-feV^ 1 :2^|M7}f y^:;'l/::e-^K/£b-!>'t-2 \ u-^=f- K;5^ b?^? S T>'f--k 
1 ifim y ^ K©ia^0^^1-@-efc.5„ V^-fntfe;^s 5 ' -^^^ 3 ' 

2 {3:. CHO-KI ^BJ!a{^. DNA-RNA y pcD 2 y 5< iJ' 1^;^"^ K 
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0 4fi, HeLaHfilS. HEK293 ^BlStC, T i^:^ RNA T% -fe 

J^ii:as DNA-RNA =3f ;>< 2 y ^ V-^tf^ F^^A Lfc^-^co luc it 

e^5s fs © [sa$ ^ ^ -r H -T? fc s „ 

UlSft. CHO-Kl iBISiC, DNA-RNA 2:^clIJJf y K 

/SrSALfc;*'^-© luc at^^^^m<^Pl§%^r^i-|§I-efcS„ 

(1) RNAi fetcffi ;^cit)t7) DNA J: RNA ^3 /=f -5 ZifiM^^V u:^'^ K 

DNA i: -RNAt^hfj:^ 2^myts]} l^^T K^. HBflS. Um. fe5V^fi||i 
5^%B^IC*3VNT. mmm^^hi-i. rtuSr^A-tSUBja, aii> fe^v>ttfli|^ 

Kj t^^-t^^t^^h^) tits m^m.^^(Dm.mmm<o^hs v^-ft^o 
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I. (ORF) 0:^#*T?<D^P{bI^^5:S$ -e % i V^;5S^ 1 9 ~ 5 0 0 5? :^ W 

*3V^T}*^ 3 0 5< ^ V:^^ KSi±c^i«ftSr^1-'5 2 T^H RNA icR^fe LT^g'tt^h 

tiT:jot3 (Mareus, P. I., et al., Interferon, 5, 115-180(1983)) ^ ^ 2 RNA 
^SltBjap'g [CgAi-S h ^ PKR (dsRNA-responsive protein kinase : Bass, B.L., 
Nature, 411, 428-429(2001)) ^^JM.T# < ©^-K^^i^^f? (^pi 
^^ti-N ^rtti: IHBf 2 \ 5 ' oligo adenylate synthetase (Bass, B.L., Nature, 
411,428-429(2001)) LT RNaseL (D^gtt'fk^S^ r. "9 , Iffl J)S ^ © RNA <D 

5 V^^4m^ife^^^A'f$:i^ UX^V^S^-a-t-^ l 9~2 5.$?^U< «1 9~2 3. 
$ bfc^:f *L< {4 1 9-2 -y^irvis-^ Yi^^hf^^ 2*11*°^ W:?t-5" F;5s;g 

i> v:^^ K\ < 1 ~3 H\ ^ b< {4 2 ^ U;^-^ K 

I?fo5)„ Sfc. LVN^iIi L-Cfi. y 5^ ^ K^co 3 ' t^SeS^^ 2 

DNA t RNA (Z)^S-g-(CoV^T». DNA i RNA H © /^ 7- y 5^ 
DNA h RNA 7M^;i5Jlv^fci^?)„ DNA il RNA^-T^^n-T yv v F 
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-efeDs T RNA -TrfcS 'i>©^s^V^bttSo *fc. DNA t RNA 

Ttt.*° y U:^^- K©ilfi;^5^tb^~tb 1 9-2 l^j^yp?:^' £>;^e ^3 . 

*°y ^ K^^UfStr-a-^b. ^;rL^jia/^:*'^&T-^-a-^ -^-S ticJiO 2 

mtl4 : 6 <0'=e/Vj:h-e. ^bT*:^^?* U< IH ^/l-* 5 : 
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:^6*}ate-i^;&s^©lfBJfel^T' RNA \cm^. * fi ^ v^-? ® tcfilR ^ ^> © 

-C fe n H $n {BT S 'fo © -e o T J; V ^ „ * 6^ C f t s ^ 1? ffi V ^ -5 S ^ A « ^ 

mmm. -t^mmm. p<\&mm. ^vr. M.mmm. B.m'^s v 

ay r-i>. iii-^^. »mm. ^ijm.m'm. h'mm. Bskm. mm^. ^ 
yj-^'^mmm. m^mm. -wmnm. rn'm-mm. m^Mmis xni^^^mm-ttciii: 

^^Mt^i^ia^^s^ff fetiSo :i(DJ:^^£mm(DM^Mthxit. CHO-KIIffl 

lt(RIKEN Cell bank), 3 ^ b f7y<:r.s 2 (Sctneider, I., et al., J. 

Embryol. Exp. Morph., 27, 353-365(1972)). t h HeLa (ATCC: CCL- 2 ). 
fc5V^{±k h HEK293|ffll!a (ATCC : CRL- 1 5 7 3 ) ^^S^? * U < ffl V> S o 
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mm(Dm\n-i. ^m. ^=¥. y^^. tye^. /na^^t-, -^e^;^, 

ui^B 'C^i^^a ^^<aL (Drosophila) ^ :j3 J; tj«#i(D S A;^^-^ * 6 „ 

aP> MBff. (-^T. n^^HMM^^J^^^ti) ^NfeP. ^a:Si. 

5 r J: # 5 iHISfcfc !9 i: >b 1 ^ fc'-,^^ ^ ;Jt^;5 5(5^4^ 

1 ~ 1 0 0 0 nM y&S^^ bV^„ 

(J^iTrti^ r^A#J ^^^^1-5^ i^Sfes) ^c*JV^r{4. 2aiS£t±<^>S 

td\i-fXtj:< . m-RNA, >b b < (± iJ' t LT 2 0 %iJi_h© P£#^1t 

9 
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^;}^g#:|£^<^iiSffiv^65tv§;^fe}cJ: tJam-rs^ :Hr#:6*j}c{i, 
PGR, fo^V^fi In situ hybridization ^SrfflV^■r =ff 5 5 „ ^fc. 9> 

(3) ^A#:i^©;fte-i^©^mi5a*ic j:5 3tfe^^Migif^if:3&fe 

^SA#:tmtt5^mM©^'fk^l?^fft-5 r i: }c J: 19 ^ALfc 2*^3jf U <^ 

(1) {ci2^(z>i::j3t3ii]M$tu. (2) k-cmm(D^Mxw\^mm\^\.xmxir^o 

mxw<Dmm(Dm<t^m^ir?>^^^^n. mum. hz^^t^m&iji^mBii-^:^ 
m^m^^^^L tti^xt mx^fH(Di^Mtvx. m^i^ mRNA (d^^ 

— ;^ l^ — ;^PCR.ab5V^« In situ hybridization ^;JS#}fe)tlS„ 

^ >^^<i^n<D:m^i,^]±, ^(Dm(Dm^^'^^t vx. tie^ae^^^^^^- ki-5^:/ 

10 
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5 V ^ « fla #: # ^ (7? S <^ # ^ 1" 5 

© W ^ # 1- 5 r i 5 T # 5 „ 

mm. mm^:^m^m.m-r ?>mm. mm^^ dna {znir^mm(Dmmmm. #^ 

# ^ CO ^ :/ / K © ^ a © ± # ;5 5 # ^ CD 1^ m CO ID Ttc 5 # ^ T% ^ e ^ H . 

-efc5;5^ ^#S<j{^rF^$tt.#5S*tlH-a-bTgM^!,5ia^tii bxMv^^ ^ t 
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m^=^-'Fir^mM^mf^vxis\-f\-si. ^mxm^m2:i^m-!i^u ^^^^ v-t^ 

-rs^^^^Sr^e^at'e^i; Lfcm-g-^ ^f^^HS'^t JMilS®?f^«t LTtt. IBIS 

tcie. iiA#:«a^©it#iBiis(-*3}t-5iBis*^#rjt^T&5. m^^^^. M.n 

im-v'-:^7-tc J: tji^PIS^i; UT#±. - i 5„ * 

#:6^Jteji^^Ji bTmigi--5c MKjatfei^i: LT«^ ^<D^^*©^ST. *fc(i 
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4bMt§ PSljtfe^. ^m^^&&<D XPA/XPD/XPF/XPG 5fi^^^ DNA 
polymerase Tj 3ft -feT-. ;'cJ»:!tf APC it-g^, ?L:«f ^© BRCA 1 /BRCA2 3ft 

*^p>l(0±|B (1) ~ (4) (c|aifeL5t;^fe{±. Ife^Af^fcMS^jt-fS^f^iJ^^j; 
< t)— ^(^SSBa^tJ^i^^e^tciRl — (DBB^iJ^^-rSDNA J: RNAj&^bJ'^'S 2:*: 

-i^-yfA fr—d' — -^^^^^^'^^-=^ — K-tS DNA ^^t^^m^:^ (b ) ^-f 

^KS-^iclW] — ©ia^ij^;^i-^ DNA i: RNA;0-b^^§ 2:^i^7K y p< i?' U:t^ 
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^m<D^mmjs^Kmit^ >y<i^m^=^— ki-s dna ^^tsmm^^i^ ^ —^mx 

Sr^1-5 DNA RNA 6> >fe S 2:^|**°y l/^^ K^sf-A LTit* LT. -f 
^ F©^Ads^Tt>t^fc^: t^. ^^A^*rt■T?^6^3t'e^(^:)|^lmPl.*^5®^o-cv^ 

^yN°^a(75fl,{*^!l i LT«. ^-^-^i^ W^S^ff btb^o 

(6) :*:^BJ^cfflv^^>;^^5^^y N 
1-6 DNA i: ENA;0^b^.e5 2 :^myt° V ^ h\ mm. y<y7 7—m<Dnm 

14 
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( 1 ) DNA-RNA /N-Y y 2 :2t^l^7}f y p< l/^^ K©{tJ?fe 

^fi^m-BT-i L-C{a;7jNi$'/V (Photinus pyralis) (O luciferase it'S^ (P. pyralis 

luc itiS-iF- : accession number : U4 7 2 9 6) ^-fflv*^ ^ tt^r'g'tp^?!^:?' 

— h LTtt pGL3-Control (Promega tt^) tr^V^fc„ P. pyralis luc 

at-^^if^tftr: ©-<i^ ts^-tfT? SV40 ©yci^-i5^w_ J; jj-y At^i^^j-zv-e^^ti 

fcJ^fC-fjtoTVN^o ^fc-f ^-7^^ ^^-iJ^-jte^f* l> 5 iX-r (Renilla 
renlformis) © luciferase it^^ <lrffi Vn, CI tt tr-a t?|i^-^:i^ ^ — i LT pRL-TK 
(Promega ^t^) ^fflV^:^. 

*^i£M(rffl VNTh 2 :2ts:$^7jf y 5? K cOfpSlCf^ ^ttfc. 2 1 

V'ii^htl^^:^ :^m.\t.W.nm^l (DNA) ^fc(ii3^iJ#^2 (RNA) t?^f 

-es>5„ T^^^-fe^'^^f^, ia^y»-§-3 (dna) *fcttia?!J#-^4 (rna) 

{3::5^i-^><!0-efo5, ::tLb(iOBH^J(e:ov>-Cs DNA RNA cd^p^ 1 * 

{± B Snfl-^l!ltl■^^-^f ^it^^lb^ii i:tv?^ -y hW^^litc-g-jTfe^Sfe bfc. 

-fe^-^II/K y p< ^ W^f^ FOia^iJtt. tlfi^a^^-efcS pGLS-Control -<i^ ^5^- 
P.pyralis luc aftfe^ (^S 1,6 5 3 0!>38-5S#@©p<:^ 

P.pyralis luc 3l^^^O^|i.Sr Pfl^l-^ t> (Jlffl V^fc 2 RNA^ 2 3^1^ DNA 
^j^bTJ^lC 2 2^^DNA-RNA^N-r:/y y K(i. EI 1 fc^ Lfc-fe ^ PLsl (RNA) 
S7t«DFLsl(DNA)i:. T i^;^ ^ FLa2 (RNA) SfcfiDPLaS (DNA) 

1 T^IM*? y 5< ^ F^ lOmM Tris-HCl(pH7.5), 20mM NaClSJ^SIS 

4'T9 0°C. 2^r^;!)niib. HJC3 7°C. 1 BtF^^ i^af-a.-^- F ^(D^^ta 
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TBE MIS'f'-e© 2 %T:^f a-;5!.<f;n?(D«^^»)-e^^i-S/eiS. Ji|a^#-^tt 
?^if-#--<T(D 1 ^is^zK ^)%^ Yl^lif-^ifs ^)y<^ u^f- KJc^-a- bTV>fe. 

i^^MUh UTtt CHO-KIlH^(RIKEN Cell bank) if ititt Dulbecco's 

modified Eagle's medium (Gibco BRL ttfi) (c#'i)-fbl 0 % 4^ Jit Jl If 
(Mitsubishi Kasei tt^) Xt>'feT:&^a t UT penicillin (Meiji ^tM) 1 0 units 
/ml. streptomycin (Meiji ttii) 5 0 ju g/ml ^^JP Ufc O ^ffi V\ 3 T^C. 
5 %C02^i£T-e^« Lfc„ 

CHO-KI|P9Jia{±0. 3X10 «cells/ml (Z)|ftjS-e2 45^":/^- h * t , 
1 H^fc Ca -phosphate (IBIS ^ 5^ ^ . S^S.^^feSs ^± 

|t(l992))-t?l. O^g pGL3- Control DNA. 0 . 5 m g pRL-TK DNA. 
2Slt>*0. 01, 0. 1, 1, 10, 1 0 OnM O^S- 2*il3j< y ^ 

(3) it^»flSF^©5t'^^^^m<^tl^ 

-hlE^JiSI?!! 1 (2) -ep^L/clBIS54 2 0 PffBrnt-lHllR Dual-Luciferase 
Reporter Assay System (Promega l±M) %j^V^T. 2 SSl©;^-^^ 7 — if 

(Photinus pyralis luc l^V^ Renilla reniformis luc) ^ 1^ ^< ^©^it* O^''^ 
7 ^ — -if Stt) ^S3^L.fc„ Lumat LB 9 5 0 7 luminometer 

(EG&G Berthold) Srffl V^T=fTo fc„ 

CHO-KI^JStJ:^AUfc3t'fe^(0^a{4, DNA-RNA ^n-T >^ y y Kia2 2^^3j? 

-To 2*^jKy 5^^;' K^^AL-cv^?^cv^*fM^}cJ:b'<. 2*i«RNA^A 
#©;^-^(C{i2:2|j:^#y l/;^?^ l 0 OnM MUfci#. 9 6%, -fe^- 
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'y^ma^ DNA -Cfcofc t \^X-hTl^T±:y^mi!)^ rna 2:2^^ rna 

{cit'<-C^*^Sf|VN^£^S6,, CHO-KI Miia-T?©jte^^m^lS§L#5 r t ;OStiE 

^m^j 2 v-g ■> v^g ■;7y<Ji S 2 j^E IS t:i^A L-fe DNA-RNA ^ 7M2:j^M 

(1) DNA-RNA 7^2 3^11 ;jf y V^J- 9" K©f^Si 

^e*)®'^-?- LT(4SiJSflJ 1 t Photinus pyralis CO luciferase 5t^^(P. 

pjoralis luc jft-K-T- : accession number : U 4 7 2 9 6 ) ^fflV'^feo i^f^4 'yv' 
^ — jt'g^tt Renillareniformis 0? luciferase m-g^SrfflV^fc^ ^ feld^ii. 

Yii^^t£h'^^^:^m-tmnm^i (dna) *fc{iia?ij#-^2 (rna) -es^-rfe© 

-efo-5o *fc. T^'^^-fe^-;^^}*. @a^J#^3 (DNA) *:fc«@E^[J#-g-4 (RNA) 
f-:^^-^-^) ©"CfeSo rttfc©@B^J{c:oV>T, DNA fcS VN(3: RNA ©^;^ 1 3^ 
il^ y ^ K^ia 1 (iS^i-fc*3 !9 tcf^l^bfco ^ittb©^ y 5< v:^^ K 

P. pyralis luc at-g^^ISm* Pl^l" S 7h J6 {Cffl V^ 5 DNA-RNA =^ ^ 2 
y Ktt. m 1 {r^Lfciri-;^^ FLsKl RNA) i T >- ^ -ir ^- 

PLa2-l, Fla2-2. Pla2-3. Fla2-4, Fla2-5. Fla2-6, Fla2-7. Fla2-8, FLa2-9, 
Fla2-10 (DNA-RNA 1 y ^ K) b^^ifi^ti^^-^^ 

S r t -ef^^bfco ^-a-C^^lfet bT»-fe 1 RNA. T^^-fe^:^ 

DNA-RNA 9M 1 y V-;^^ K^*ISI»1 1 t l^^ifc LTSJSS^-arfc. 

2 y ^ ^ K©0:i(i TBE ^Wl^ff "^~© 2 % T n — >^ ^^'yl^-e ©« 

(2) M^^J^-e-?. ^i^7'V<^-i5'-ft'S^^. :S.t)^ DNA-RNA 2 :2^^xff 
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mmmfk k 'L X i-± B ^ i> 3 ^ y< ^ S 2 ^ m. ( Schneider, I., et al., J. 
Embryol. Exp. Morph., 27, 353-365(1972)) ^ ffl V> , ^ i% it. Schneider's 
Drosophila medium (GibcoBRLtt^) (C#«>fk 1 0%^Shl^]km (Mitsubishi 
Kasei %hM) RX^^^^W k LT penicillin (Meiji ttM) 1 Ounits/mK 
streptomycin (Meiji ^±W 5 0 m g/ml ^^ilP Ufc © V^. 2 5°C^ 5% 

:i©S2|BI&«l. 0 X 1 0 ^cells/ml ©S^-T? 2 4 htC^t, 10 

Ca-phosphate Mfefe (^BJISX^^n K:/5'i5', M^t^SiS^bJ®. ^±|t (l 
992)) -ei. OMg pGL-3 Control DNA. 0 . 0 5 ;i g pRL-TK DNA. i^O? 
1 0 OjiM.(D^ 2:^m^V V^'^ F=l:^Abfco 

(3) Jt#|0ISl^©5te-?|S|i©|H!j^ 

-hlB^Mf!l 2 (2) -ep^bfci^flSS 2 0 BtrfBmt-lHlllXb. Dual'Luciferase 
Reporter Assay System (Promega =f±M) ^ffiV^Ts 2 ^ 7 ^ 

>'^-?^'K(D|Sm*%Sa^£Lfco m^c^i'J^tt Lumat LB 9 5 0 7 luminometer 
(EG&G Berthold) Sr^V^T^Tofco 

S2^j|a^^:^AU/c»'K^^<^^^S«^ 2:*:^(^5 •^©■fev^'WSr RNA {c@Sb. 
Ti^5=--fe>';^ffiJ§r DNA t RNA©^^ 9®*° y ^ l^p^-^^" K (Jl L-CfF^bfc 2 1 
^ K;^^ S DNA-RNA ^^f-^ ^gu 2 y 5< ^ W::^^ Kic J: o TS. 

(H 3 )„ mm^-fh^h. ^-r^V <5^-i^-3ft'^-?<^^51» (/vi^^a:^ 

FLa2-2. FLa2-3^ FLa2-8, FLa2-9 "CfeS ^> ©{4, 2 ^Ic^^ y :5c W-;;^'?- K Sr^ 
AbTV^^dev^>:i)-Mi¥fci:k-<. ^h^HQ 6 92%, 9 4%. 9 1%. 9 6% 
S(SfSl^lc3S< jtjg^^m^mSLfco T^^-fe^:^ftiJd'i: FLa2-5 ^ 
<^i±. 7 3 % t ttMimm^f'3.'^m^^^\^fcoT>'^^l^:^mi)^ FLa2-l.FLa2-4. 
FLa2-6, FLa2-7^ FLa2-10 X h ^ i:, (D it , ^< m.^^^t^ti:\f^f)^. h?)^^it 
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1 4#g O 25? V:^-^ K^S RNA(UA)T?fe« r t -efcSo ^m<^lld^o 
^ F;5SDNA(TA)l?fcofc.=eeo-C.S2t3iiS^ffiV^/c**^fe^f!Ifc^3V^T^±. 

T^#L. ^co{l&tDt|5^^^ DNA icgmufc 2;$:^^Ky p< ^ l^^T^^ K<D#A(-i 

^fe(tJ;oTs RNAi ^JP:©^m(-ieiPjb^o+r9- J: $i^5^JSK^#^fo5V^{±^ 
SiJb. ro-^^^-^tftB^^tr RNA bT^#L. ^(^-flfcogl?^^ DNAfcfimb 

RNAi J; o T^Sijae^^ ® PJ.* T t 5 $ 6 c 

^is^'i 3 h HftLa mm. 7kn\^ V HEK293 mm{^m7^\.tz. dna-rna 

(1) DNA-RNAdr^ ^S!2:$:^/-if y K©M 

^"^^■^ ^ — h\^X\-^. pGLS-Control ^— (Promega ^±S) ^fflV^fc„ * 
fz^ l^'f -i iJ'— itfe-?-t4Renilla reniformis © luc ft^^^ffi ::i^§r^ 
£p^iI-<^ i LT pRL-TK (Promega |±M) ^fflV^fco 

Yt>hf^^-^> :^m\i.mnm^i (dna) *fcftis^j#-^2 (rna) T-^-t-t© 

-C-fe-So *fc. T^f^-fe>'^^{i, ia^J#-^3 (DNA) *fc{iiB^J#-§-4 (RNA) 
(^I^^i-t)©^'^^, :itl^<Dmn\Z.^\^X . DNA RNA ©=3ry 1 3|c 

-fe>';^a/Ky ^ I^:^^ K<^iB^Jf4. :^S<]jtfe^t?&5 pGL3-Control ^ - 
'^<D P.pyralis luc ^AU^ 1,6 5 3 M^M) <0 3 8-5 8^B<D^^ 
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P.pyralis luc Bt-K^ © ^ m * Pa^t" 5 J6 ffi V ^ DNA-RNA ^^^m2 
y ^ ^ Kf:3:s E l (JiSt Ufcir 1^ FLsl-l. FL8l-2(DNA-RNA 7 

Mi:*:iK5j^°i;^i5' K) t T ^^g^-fe 0 Fla2 ( 1 RNA) 

^-g-^iirS C ^; l?f^lKbfCo ^-g-co^fet LT(*-fe DNA-RNA 9S 1 

II^°y 1/^^ T^-^-fe^-^ 17^11 RNA t ^«}CL-C^J^;$ 

•yrfc 2 :2^i|7js° y 5? K©S^}i TBE 4^ "e © 2 % T n — ;^ 'J^Vl- 

pGL3-Control ^ffil^s ^ ^'■r'-f — jtfe^©|gia^i^ - « . ±S (1) 

}^|2^© pRL-TK ^^V^fco mmm^b UTttt h HeLa J^BJIS (ATCC : CCL- 
2 ). S-TJ^fc: h HEK293 Bl^ (ATCC : CRL- 1 5 7 3 ) ^ffl t§±-lfi« Dulbecco's 
modified Eagle's medium (Gibco BRL ttM) fc^^-fb 1 0 %^JI^J^j&.^t 

(Mitsubishi Kasei t±M) RxMrL^m^h L T penicillin (Meiji ?±M) 1 0 units 
/mU streptomycin (Meiji ^tM) 5 0 m g/ml SrlS:if)0 L-fcfc O Srffl V\ 3 yC. 
5 %C02l¥^TTi§«Lfco 
HeLa fBJlS. HEK293 mikl±^fl^tl 0 . 5X10 « cells/ml. 0 . 25X1 

0 6cells/'ml ©^iST2 4 5^7° h * § , 1 01^ }C Ca-phospliate itm&X^ 

1 . 0 g pGL3- Control DNA. 1 . 0 fi g pRL-TK DNA. RUl 00nM©# 
DNA-RNA 7M2 3^^5jf y 5? K^^Abfc. 

(3) mmmm\H<Dm^'^mmcom^ 

Dual-Luciferase Reporter Assay System Sr^V^T. 2M.M(0;U-yy ^ 7 — ^ 
^/■^^'^©liliaS^Sy^bfc^ m3t©S[|^» Lumat LB 9 5 0 7 luminometer 
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HeLa Mm^J: tJ«{c HEK293 IfflJiSt^i^A bfcate^(DBa^i^ 2 :^m<DT>^^ 
"tiyy^m^'RUK fcHfeU, •fe:/X'teiJ^ DNA t RNA (O^pf 7 y ^ iS' V;^-^^ K 
IJibXf^iabfc 2 15^^^ v:;r9^K;5^b''^5 2 ^^it^i^ U ^ Ktc J; o TPl* 

$tufc (1114). ^it^±V^f ^xt>, 'O^'f-i^-^-i&^^cDmmM. {)V'yy^=7~ 

L.:fe.o 2 y iJ' ir >';^tiJ;?iS FLsl-2 Xfc 

9 0% (HeLaliHSS)^ 9 5% (HEK293 iBiiS) i . 2 RNA(FLsl/FLa2)^ 
A^ir |ll^®!Sv^m^^*^S^UfCo FLsl-2 filB^OJ:: 5 ' #0© 1 2 ^ V;*-^^ K 
^SRNAXfo«5. ^cD#.0^^(7)5^i5' KdSDNAX$)S„ «&oT. HeLa 5ii|H 
mfahm^ HEK293 ^BflS^^ffl V^fc*^Jfe^!|{c43V^Tfis T RNA 

^tte^l 4 b h CHO-K1 \cm7^\ArL DNA-RNA dp 7^ 2 ^^MtK U 5< 

(1) DNA-RNA 2 5^^ /Jf y ^ 9^ KOf-^S^ 

^— t bXtt. pGL3-Control -^^i' ^ - (Promega ItS) ^fflVNfCo * 
f'4l^'f4 ^— 5t{5T-«Renilla reniformis O luc at'fi-T- trffi . Cltb^-a" 
tf^m^i^' iJ' — t LT pRL-TK (Promega tti^) ^^V^^to 

Kd^b J^CS-fe^:^^;^^ y 5< V';^-f=- FOia^J«,:^et)atfe^Xfc § pGL3-Control 
^>jr ^ — ctqfiT) p.pyralis luc ^-^^ (^S 1 , 6 5 3:^XjCt) 08-28#M (8 
-28). 38 — 58#g (38-58), 1087— 1107#g (1087 — 

1107) <z?^° y ^ ^ v-:^^ Kict@^i-?)„ 

^^^tKDmmmnn.. 8-28 v;^^;?)^iB^ij#^5 (dna). e (rna). 
T^^'^^>y^m.t^mm^^7 (dna). s (rna) {c^i-ti(^x$>9. ss-s 

8<39-fe^^;^^j}sga?[|#-§-l (DNA). 2 (RNA) X. T ^-^^-fe :^;^st^Sgg^J#-§- 
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3 (DNA). 4 (RNA) fc^f ^> © 1? 5 o :S fcl 0 8 7 - 1 1 0 7 ©ir ^ 
(DM£iB^J}tiE^iJ#-S-9 (DNA). 1 0 (RNA) T?. T ly ^ ± ly mn^mm^ 
1 1 (DNA). 1 2 (RNA) t> O"!? fc « » 

rtL&©iB?[|(rov^-c, ±MJcD/^¥5> (1 0~1 3^1^ K) ^s-fe^-;^. 

T:/^-ir>;^*{c RNA-efeSfc© (C). ±$it«iJco|^i|^^45' ( l 0 ~ l 3 ^ l^:^ 
^ F) -^i-tl^:^, TV^-fr DNA-efo5fei75 (D) X^h^hco. T>f- 

RNA -efc !9 . :^$M<D ±.m<Dm ^■'^ (1 0 ~ 1 3 ^ l/::^-^^ F) i)'^ 
RNA -t? -5 t> O (E), -fe^^^^S RNA-efe!3^ T ^^T"^ >^m<D±m(Dm^ 
^ (10~135<^ l-:^^ K) DNA TfcSfe© (F) ^j^Ml^t^o ^ittb© 
Tif y F{4 0SLt^-^iy^1^-lf;^tt^#^±Sr^lliTv=^>'-fe5/ h:^^#|t 

m\^f-o ^^i^mh LTftir:/:^, T^f-^l^:^ DNA-RNA 7® 1 y 

^ rJ' i/;^?^ Ftr^ife^J 1 t mmK bTSJS^itfc^ 2;^I^jK y F©^ 
& « T B E ^ « IS 4^ -e CO 2 % T ci — ;^ y /V -e (D « ^ ^ »j 1? ;^ ;g L /c o 

(2) ^ ly'r-C ^—■^-m.B^. S:T^ DNA-RNA 2 

^e<j3S'e^=-&^mt-5fc*(^laj^^^?i-<i^ ;?-ft. ±13 (1) iCfB^CD 
pGL3-Control ^fflVN, <5r- -jt^^^cD^lS^ i!^ ^ - ±tB (l) 

tcfegcco pRL-TK §:ffiV^fc. ±t#*ffllSi:LT«b h CHO-Kl iBB^ (ATCC : 
CCL-61) V^. i^rnn Dulbecco's modified Eagle's medium (Gibco BRL It 
U) {-^^'il-fb 1 0 %^J3^J«jfiL?t (Mitsubishi Kasei %t^) t bT 

penicillin (Meiji ^t]^) 1 Ounits/mU streptomycin (Meiji ^t^) 5 0 m g/ 
ml tr^^)PLfcl%oSrffiV^, 3 7t:. 5 % C 02#^T-ei^3l L/co 

CHO-Kli^|HJ3S{*^n-?:*ttO. 3X10 «cells/ml CO^g^f 2 4 5^:/!/- hfC* 
#^ 1 0 Ca-phosphate tt;^fe-e 1 . 0 m g pRL-TK DNA. 10nM*7t« 
1 0 OnM(Z)i§- DNA-RNA ^M2:*:^:t? y ^ F^^ALfco 

(3) ^mwiik^<D^A^^^m<om^ 
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Dual-Lucifer ase Reporter Assay System IrffiV^T^ 2 fllSO^Viy :7 m '^^•^^ 
l^y<i^W<Dm^&^m'^l^ti. n^<DmM\t Lumat LB9 5 0 7 luminometer 

Ab/clBlSo^PV:7ni7-i??gtt^|ll5 i::^Lfc„ [114'. RNA 
11^^ Ls DNA ^^^-To mTS^bl^bA^J^e J; 5 v^-rtt©m*@B 

^!Jd^^^=e5*?y 5^ ^ Ktc*5V^Tt>. CHO-Ki ^flSfc^AL:t3ie^^©^a 
{^^ ij?jfe< h%Tf^^)%^ urtf- \^(D±mm^i^^ RNA l^tc^fi^fii^ 2 1^ 
^ W^f^ F^^e^jfeS 2 3^i^^y V-:^^ F(cJ;o-CIS.^$tbfc(ll|5 (A). (C) 
*5J:U! (E))„ 

RNA i LTf*#b. ^©m©|f|34}-^ DNA i^gm LTfFl^ bfc^tb^'tbdS 2 1 
^S' K^^i^b^jJ-S 2:^^4f y ^^iJ' x^isr^ K(±. RNAi J; o T^Waa^Si^ 

^ m W -e ^ « <b ^ tt S o 

2|s:tHi|}i. 2001<^11^ 21 B mS<^3 2|i:#fFttJM (#18 2001-365896) (CS 

v^^Bjg-efcoT'jj. #{c RNAi^:*©;t^<^^Lrv^5i^(BJlS^— y-^^- 
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nnt^\^m^H^%M(Dmm^mt\^xiis 2:^m rna ©^ajjuis rnai 

^ RNA b ^£ S y ftf2^6^(::}± DNAlii: RNA |« j'^e ^ ^-"T 

]} y K5^° y 5? V:^^ H\ Xtt DNA-RNA :3f 7« 9 >J< U 5? ^ KSrffiV>5 

'^m-r^^ta^si-mxh^o ^<D^hi)^h. ^A"t-5*°y^^ 

DNA }i RNA ttbl^U-c®3t^lis T 5: y :^M•fb^ 



24 



wo 03/044188 



PCT/JP02/12183 



W ^ 6? 15 H 



1 . i^^m.^^(D{>t£< t ■h-u<Dm.mmmtmwm<i^m~<Dmm=tmir^ 
DNA h RiJA-A^^f£?>2^m^v v^. Mm. mm. ^^\^^t±m^i^ 

4. DNAI^i RNAiltD/N-r :/y y -fe dNA T% T:/9^-&>':?i 

RNA-T?fe5i: i: ^#mi:-r5l«*^ 3 {::|Bife<^p^feo 

5 . 2*^7ify 5? ^ vir^ K;iS, dna t RNA ©^pJ ^-Qh^^h *#1ti1- 

6 . 2 3^^aK y ^ l-;^^^ Kd^ y ^ ^ W:^^ 5 '>fi:< h ^>±»fl 

ii©-fi5ds RNA-t?fos -rsft^^s 1 ~ 5 OV^-f ^xd^t^lB*©*-^, 

7. J^»S{|iJ(^-fl5;^s. 9~1 S^iS' U-:*-^ K;6*fe?ttSr i^#m^-t-Sft:^iS 
6 fJiiBm®:*-^. 

8. 2i^m.Tf-^) v^^Y-h^. 1 9 ~ 2 5 w;^-^ F^^fe;^^ 19 , y ^ 
l^:^^ 5 *>s ^^^cC < h 1 / 2t^ RNA -efoS ^ h i: Sffj^ 

II 1 ~ 6 ©v^-m*^^cfBa(D:^^i^ 
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t -r 5 6^ s e ^ M i- ^ ^ a « ^ . t>v * fc ft 5^ ^ij CD s at :^ ?i . 

^ — ^ ^^--"^'K^^s- DNA ^^tsmm.^^ 
5t § £i± © 1> © ^ j14r L m?^ff 1- 5 r i -r 

isix^m DNA ©ii>7^=e< }ih—^i(Dm.munhmn^Km—(D'm.nt^hf£^. 

i)^^ DNA ^^t? 2:2^11 RNA ^^fllSi^^A UT. ^-T ^t=V ^-^5^-^? V^-^^ ® 

18. lyy" ^ — ^ :yy<i^^mk^iT.imir?>m^Ak 
^Ht;'B^!)LT^'^bbTV^< t> (^X'fcs 1 e^fcfti 7(ciBm<^:^feo 

19. ly^^V i?' — ^'x-^iJ'M^^ /i'i^:7ai 7--^"-efo§ft3itiI i 6 ~ i 

2 0. (i) m&3A^^(0{p^£< th-^ii<^m.mmmtmv:^icm-'z>mm^^ 

-rs 2*^/1^ y 5? ^ l--^^ K-eS>oTDNA t RNAO^^ 9 5 % O Srf^M 

(ii) ^2;*:|M^y K^lffllS. feS V^«tI#:^cl^A (iii) 

^*Bis. fesv^(i^@#:4•(D^6tla^■i^©^^apJ.*s^iil^b. (iv) 

i-5 RNAife{cj3ij-S RNA ©at^M©lKl^^?i, 

2 1. 2*iijj^ y ^ ^ i-^^ K;iS, ^co 2 if^-b RNA 

2 2. It^^l~ll^ 13. 1 5 ~ 2 1 cDV^-f :^^;5»{^:|Bft<^;^&{cMl/^5 7t 
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~ll. l3^ 1 5 — 2 1 OV^-ftb^^^cfB«(D::^?feSr^Te>fc^6©dry ho 
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FLsl: CAUUCUAUCCGCUGGAAGAUG 
DFLsl: nATTCTATCCGnTf^GAAGATG 
FLs 1- 1- nATTCTATCCGC UQGAAGAUG 
FLs l-2:CADUCUAUCCGCIfi£3AA£M3:fi 

FLa2: UCUUCCAGCGGAUAGAADGGC 
DFLa2: TCTTCGAGnGGATAGAATGGC 
FLa2-l: TTflTnTflG AGOQGATAGA AUGGC 
FLa2-2: TCTTCCA GCQGAUAQ AATGGC 
FLa2-3: T£TCCCAGCQQAVAGAAUQ£m 
FLa2-4: UCXJICIldGIlGGAJ^AGAAXGQC 
FLa2-5: TCTTCCAGCQGA UAGAAUGGC 
FLa2-6: TTfiTnTnnAGnGG ATAGAATGGC 
FLa2-7: TCIXCCAGGGGAT^GAATGGC 
FLa2-8: U£TnJI2£lAIHlfiGAUAGAAUfi£KI 
FLa2-9: TGTTCGAGC GQAUAGAAUGGC 
FLa2- lOrUCUUCCAGCfiGAIAGAAlGGC 
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m 2 

CHO-KI 




(nM) 
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SEQUENCE LISTING 
<110> MITSUBISHI CHEMICAL CORPOKATION 
<120> Genetic Inhibition by doublestranded polynucleotide 
<130> P-43361 
<140> JP 2001-355896 
<141> 2001-11-21 
<160> 8 

<170> PatentIn Ver. 2.0 

<210> 1 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^synthesized 
<400> 1 

cattctatcc gctggaagat g 21 



<210> 2 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 2 

cauucuaucc gcuggaagau g 21 
<210> 3 
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<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^synthesized 
<400> 3 

tcttccagcg gatagaatgg c 21 

<210> 4 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^ synthesized 
<400> 4 

ucuuccagcg gauagaaugg c 21 

<210> 5 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 5 

acgccaaaaa cataaagaaa g 21 

<210> 6 
<211> 21 
<212> RNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^synthesized 
<400> 6 

acgccaaaaa cauaaagaaa g 21 

<210> 7 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 7 

ttctttatgt ttttggcgtc t 21 

<210> 8 
<211> 21 
<212> UNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthesized 
<400> 8 

uucuuuaugu uuuuggcguc u 21 

<210> 9 
<211> 21 

<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence^synthesized 
<400> 9 

ggtaaagttg ttttattttt t 21 

<210> 10 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:synthesized 
<400> 10 

gguaaaguug uuuuauuuuu u 21 

<210> 11 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequenceisynthesized 
<400> 11 

aaaatggaac aactttaccg a 21 

<210> 12 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:syntliesized 
<400> 12 
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aaaauggaac aacuuuaccg a 21 
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